for 1 hour at room temperature. Chemifluorescence signal was captured and 3 quantified by UVP biospectrum auto imaging system (UVP, Upland, CA). ASIC1a 4 level of membrane fraction was normalized by α-tubulin. 5 6
Hargreaves test 7
Thermal pain was conducted with Hargreaves machine (IITC Inc. Life Science, CA). 8
The radiant heat stimulus intensity was set as 20% and the inactive intensity was set 9 as 5%. Mice were allowed to habituate for at least 30 minutes before experiment. 10
Every mouse was tested 3 times per each hind paw. Thermal response assessment was 11 performed within 3 days prior to EAE induction and selected time points. EAE mice 12 with score higher than 3 were excluded. 13
14

Quantitative PCR 15
Total RNA was isolated from lumbar part dorsal root ganglia with TRIzol reagents 16 and transcribed into cDNA with non-specific primer Oligo(dT). Next, quantitativeusing Taqman probes of GAPDH (Mm99999915_g1), IL17a (Mm00439618_m1) and 3 IFNγ (Mm01168134_m1). Each amplification reaction was performed in duplicate 4
and carried out in a 20-µl reaction, containing 100ng cDNA, 1µl of 20X Taqman  5 probe, and 10µl of 2X Taqman Universal PCR Master Mix. The reactions were 6 completed as follows: 2 min at 50°C (1 cycle); 10 min at 95°C (1 cycle); 15 s at 95°C, 7
and 60 s at 60°C (65 cycles). Gene expression was detected using the ΔΔC T method 8 relative to GAPDH and normalized to naïve treatment. 
